Introduction
Obesity is a major public health problem [1, 2] . It increases the risk of metabolic diseases such as type 2 diabetes and cardiovascular diseases such as high blood pressure [3] . The global obesity rate has been steadily increasing since 1980 [4] . The influence of the gut microbiota in human health and disease has been revealed in the recent years. Recently obesity has been associated with gut microbiota dysbiosis [5] [6] [7] .
The various treatment regimens proposed to treat obesity are mainly dietary measures as well as medical and surgical treatments. Bariatric surgery has been documented as one of the most effective treatments for obesity and has been associated with increased microbial diversity [8, 9] . We studied stool samples from obese patients before and after bariatric surgery using the microbial culturomics approach [10] . During this study, a novel Gram-negative anaerobic bacterium was isolated from a stool sample collected after bariatric surgery from an obese man.
Here we characterize a novel bacterial species, strain AT3, belonging to Anaerotruncus genus [11] , together with the genome sequencing assembly, annotation and comparison. At the time we described this new species, the genus Anaerotruncus only contained one species, the type species Anaerotruncus colihominis strain WAL 14565 T = CCUG 45055 T = CIP 107754 T [11] .
Methods
The stool sample was collected from a 47-year-old obese Frenchman with a body mass index of 35.3 kg/m 2 in November 2011. Written informed consent was obtained from the patient at the nutrition, metabolic disease and endocrinology service at La Timone Hospital, Marseille, France. The study and the assent procedure were approved by the local ethics committee of IFR 48 (approval 09-022, 2010) . Stool samples were stored at −80°C after collection until use. Growth of strain AT3 was performed in May 2015. Sterile stool extract was preincubated in a blood culture bottle enriched with rumen fluid and sheep's blood, then seeded on 5% sheep's blood Columbia agar (bioMérieux, Marcy l'Etoile, France) as described elsewhere [12] . Strain purification and identification were performed as previously described [12, 13] .
The 16S ribosomal RNA (rRNA) gene sequencing of the strain AT3 was performed as previously reported [14] The colonies' morphology and pigmentation were observed after cultivation of the strain on a 5% sheep's blood Columbia agar plate (bioMérieux) at 37°C in anaerobic condition for 48 hours. Phenotypic characteristic analysis of the strain was performed as previously described [12, 18] . The growth of the strain for temperature ranged from 25 to 55°C when assessed on sheep's blood-enriched Columbia agar (bioMérieux) under different atmospheric conditions. The pH growth of strain AT3 was assessed at various pH range from 6 to 8.5 under anaerobic condition at 37°C. The saltiness of the strain using various concentrations (5, 10, 50, 75 and 100 g/L) of NaCl on Schaedler agar with 5% sheep's blood (bioMérieux) under an anaerobic atmosphere at 37°C was also tested.
Biochemical assays using API Gallery strips-API ZYM, API 20A, API 50 CH and rapid ID 32 A (bioMérieux)-were performed according the manufacturer's instruction.
Cellular fatty acid methyl ester and carbohydrate metabolism end product of strain AT3 were assessed as previously reported [12] . Antimicrobial susceptibility of the strain was also tested according the European Committee on Antimicrobial Susceptibility Testing (EUCAST) recommendation [19, 20] using 12 antibiotics.
The antimicrobial agent susceptibility of the strain was tested according the EUCAST recommendations [19, 20] using 12 antibiotics, including Etest strips for amikacin (0.016-256 μg/ mL), vancomycin (0.016-256 μg/mL), imipenem (0.002-32 μg/ mL), ceftriaxone (0.016-256 μg/mL), rifampicin (0.002-32 μg/ mL), benzyl penicillin (0.002-32 μg/mL), amoxicillin (0.016-256 μg/mL), cefotaxime (0.002-32 μg/mL), metronidazole (0.016-256 μg/mL), minocycline (0.016-256 μg/mL), teicoplanin (0.016-256 μg/mL), erythromycin (0.016-256 μg/ mL) and daptomycin (0.016-256 μg/mL) (bioMérieux).
Genomic DNA of strain AT3 was sequenced on MiSeq Technology (Illumina, San Diego, CA, USA) with the mate-pair strategy and assembly deployed as previously described [18, 21] . The genome annotation of strain AT3 was performed as previously described [12] . Then for a couple of genomes, a similarity score was computed. This score was the mean value of nucleotide similarity of average genomic identity of orthologous gene sequences between the two genomes studied [29] . An annotation of the entire proteome was performed to define the distribution of functional classes of predicted genes according to the clusters of orthologous groups of proteins (using the same method as for the genome annotation). The genome of strain AT3 was locally aligned 2 by 2 using the BLAT algorithm [30, 31] against each the selected genomes previously cited. Digital DNA-DNA hybridization values were estimated from a generalized model [32] . Average amino acid identity was also calculated on the basis of the overall similarity between two genomic data sets of the online proteins (http:// enve-omics.ce.gatech.edu/aai/index) [33, 34] .
Results
The spectrum generated from clean isolate spots was unable to match those in Bruker's and our own database, so the strain's 16S RNA gene was sequenced. BLASTn searches performed using the 16S rRNA gene sequences showed that strain AT3 exhibited 96.6% sequence similarity with A. colihominis strain WAL 14565 T = CCUG 45055 T = CIP 107754 T [11] , classified in the Ruminococcaceae family created by Rainey [35] . A maximum likelihood phylogenetic tree based on 16S rRNA gene sequences showed relationships between strain AT3 and some related taxa (Fig. 1 ). The numbers of nodes correspond to the percentages of bootstrap values obtained by repeating the analysis to 1000 times to generate a consensus tree. This new isolate was a Gram-negative-staining, nonmotile and rod-shaped bacterium. The strain was catalase positive but oxidase negative. The growth of the strain occurred between 28 to 45°C, but optimal growth was observed at 37°C after 72 hours' incubation in anaerobic atmosphere on Columbia agar with 5% sheep's blood (bioMérieux). No growth was observed in aerobic atmosphere. No growth of this bacterium was observed using 10 g/L of NaCl concentration on Schaedler agar (bioMérieux). The pH for growth ranged from 6 to 8.5, but the optimal pH was 7.5. The colonies were opalescent, with a mean diameter of 0.5 to 1.5 mm. Haemolysis was not observed on Columbia agar plate (bioMérieux). Cells had a diameter ranging from 0.3 to 2.9 μm by electron microscopy ( Fig. 2) .
Using the API 50 CH strip, positive reactions were observed with glycerol, erythritol, adonitol, methyl-βD-xylopyranoside, galactose, glucose, mannose, sorbitol, esculin, trehalose, inulin, glycogen, gentiobiose, tagatose and potassium 5-cetogluconate and starch, whereas arabinose, ribose, xylose, fructose, sorbose, rhamnose, dulcitol, inositol, mannitol, methyl-αD-mannopyranoside, methyl-αD-glucopyranoside, Nacetylglucosamine, amygdaline, arbutine, salicin, cellobiose, maltose, lactose, melibiose, saccharose, melezitose, raffinose, sylitol, turanose, lyxose, fucose, arabitol and potassium gluconate were negative. Using the API 20A strip, glucose, maltose, mannose, trehalose and rhamnose are fermented, while mannitol, lactose, saccharose, salicin, xylose, arabinose, glycerol, cellobiose, melezitose, raffinose, sorbitol and rhamnose are not. Aesculin and gelatine are hydrolyzed while urease and indole are not produced. Using the rapid ID 32 A strip, positive reactions were observed with alkaline phosphatase, arginine arylamidase, leucyl glycine arylamidase, phenylalanine arylamidase, leucine arylamidase, pyroglutamic acid arylamidase, tyrosine arylamidase, alanine arylamidase, glycine arylamidase, histidine arylamidase, glutamyl glutamic acid arylamidase, serine arylamidase and arginine dihydrolase. Mannose and raffinose are not fermented. Urease is not produced, while and indole are produced and nitrate is reduced. Using the API ZYM strip, positive reactions were observed with alkaline phosphatase, esterase (C-4), esterase lipase (C-8), acid phosphatase, naphthol-AS-BI-phosphohydrolase and α-glucosidase, while strain DSM 753 T (AJ305238) s s s s s s s s s s s s st t t t t t t t t t t t t t t tr r r r r r r r r r r r r ra a a a a a a a a a a a a a a a a ain in in i in in in in in n n in n in n n DSM DSM DSM DSM DSM DSM DSM DSM DSM DSM D DSM DSM SM S S DSM DSM DSM D DS 7 7 7 7 7 7 7 7 7 7 7 7 7 7 7 753 53 3 53 53 53 53 53 53 53 5 53 53 3 3 53 53 53 T T ( ( ( ( ( ( ( ( ( ( ( ( ( ( ( ( ( ( lipase, leucine arylamidase, valine arylamidase, cystine arylamidase, trypsin, α-chymotrypsin, α-galactosidase, β-galactosidase, β-glucuronidase, β-glucosidase, N-acetyl-β-glucosaminidase, α-mannosidase, α-mannosidase and α-fructosidase were negative.
The major cellular fatty of the new strain were the anteiso-C 15:0 (29%), C 16:0 (20.6%) and C 14:0 (19.5%). The different characteristics of strain AT3
T compared to its closet species are listed in Table 1 . The composition of cellular fatty acids for this isolate is shown in Table 2 . The end products of carbohydrate metabolism of the strain AT3 after 72 hours' incubation in Wilkins Chalgren anaerobe broth (MilliporeSigma, St Louis, MO, USA) were acetic acid (12.3 ± 0.5 mM), butanoic acid (7.6 ± 2.0 mM), isobutanoic acid (1.4 ± 0.1 mM), isopentanoic acid (1.0 ± 0.2 mM) and isohexanoic acids (1.0 ± 0.1 mM). Antibiotic susceptibility tested according the EUCAST recommendation gave the following MIC results: >256, 0.125, 32, >256, 0.006, 0.016, 0.19, 0.016, 1.5, 0.125, 256 and 0.5 μg/ mL, respectively, for amikacin, vancomycin, imipenem, ceftriaxone, rifampicin, benzyl penicillin, amoxicillin, metronidazole, minocycline, teicoplanin, erythromycin and daptomycin.
The draft genome of strain AT3 is 3 145 950 bp long with 63.6% G+C content (Fig. 3) . It is composed of seven scaffolds (eight contigs). Within the 2927 predicted genes, 2868 were protein-coding genes and 59 were RNAs genes (four 5S rRNA genes, two 16S rRNA genes, two 23S rRNA genes and 51 tRNA genes). A total of 2106 genes (74.4%) were assigned to a putative function by COGs or by nonredundant blast. There were 398 genes (13.9%) associated with peptide signal proteins. ARG-ANNOT (Antibiotic Resistance Gene-Annotation) analysis found two genes (0.07%) associated with antimicrobial agent resistance [36] and four genes (0.14%) associated with polyketide synthase or nonribosomal peptide synthetases [37] . Using the online RAST Server version 2.0 tool, 20 genes were found to be associated with antibiotic resistance (four genes for fluoroquinolone resistance, four for tetracycline resistance and 12 for multidrug resistance efflux pumps), nine genes associated with invasion and intracellular resistance, five to copper homeostasis, nine to cobalt-zinc-cadmium resistance, two to mercuric reductase, one to mercury resistance operon, one to copper homeostasis:copper tolerance and one to cadmium resistance. No gene associated with virulence, toxins or bacteriocins has been found [38] . There were 193 genes (6.7%) identified as ORFans. The remaining 481 (16.8%) were annotated as hypothetical proteins. The distribution of genes into COGs functional categories of strain AT3 with its nearest neighbours' species is presented in Table 3 and Fig. 4 . The numbers of orthologous proteins shared between genomes is shown in Table 4 . The genome of the strain was deposited in EMBL-EBI (European Molecular Biology Laboratory-European Bioinformatics Institute) under accession number OEJM0000000. The digital DNA-DNA hybridization values of strain AT3 compared to its closely related species ranged from 21.5% with A. muris to 33.7% with R. champanellensis and are shown in Table 5 . The average amino acid identity between the strain AT3 and closely related species was evaluated (Table 6 ). 1 100 26.0% ± 2.4 26.4% ± 2.4 27.1% ± 2.4 21.5% ± 2.4 22.1% ± 2.4 22.6% ± 2.4 33.7% ± 2.4 2 100 27.3% ± 2.4 24.8% ± 2.4 21.1% ± 2.4 20.6% ± 2.4 36.0% ± 2.5 35.9% ± 2.4 3 100 32.6% ± 2.45 34.3% ± 2.5 19.4% ± 2.4 28.0% ± 2.5 35.5% ± 2.5 4 100 19.1% ± 2.3 27.1% ± 2.4 27.7% ± 2.5 34.1% ± 2.5 5 100 22.0% ± 2.4 34.5% ± 2.5 22.0% ± 2.4 6 100 34.1% ± 2.5 33.7% ± 2.5 7 100 21.1% ± 2.4 8 100 DDH, DNA-DNA hybridization; GGDC, Genome-to-Genome Distance Calculator; HSP, high-scoring segment pairs; rRNA, ribosomal RNA. 1, Strain AT3; 2, Anaerotruncus colihominis; 3, Hydrogenoanaerobacterium saccharovorans; 4, Ruthenibacterium lactatiformans; 5, Acutalibacter muris; 6, Acetanaerobacterium elongatum; 7, Ruminococcus flavefaciens; 8, Ruminococcus champanellensis. a Confidence intervals indicate inherent uncertainty in estimating DDH values from intergenomic distances based on models derived from empirical test data sets. These results are consistent with 16S rRNA and phylogenomic analyses as well as GGDC results. 1, Strain AT3; 2, Anaerotruncus colihominis; 3, Hydrogenoanaerobacterium saccharovorans; 4, Ruthenibacterium lactatiformans; 5, Acutalibacter muris; 6, Acetanaerobacterium elongatum; 7, Ruminococcus flavefaciens; 8, Ruminococcus champanellensis.
